The study protocol specifically examines differences in post primary series immunogenicity (around five months of age) achieved by several different schedules of PCV10 and one of PCV13, compared with two control groups.
The study looks extensively at different schedules of PCV10, but only one of PCV13, and the reasons for this are not fully addressed.
The authors will be aware that the UK JCVI has recently announced that it will be recommending a switch to a 3, 12 month schedule for PCV13 based on the results of the Sched 3 study, demonstrating similar or higher IgG concentrations in the 1+1 group compared to 2+1 for 9 out of 13 serotypes. These results will be published in the very near future and it would be appropriate to reference these in this publication.
It is notable that study participants were only recruited from areas within Ho Chi Minh City, and not in any regional areas. If the study authors are looking at the roll out of vaccines in low and middle income countries, then this is a potential weakness of the study design that could be discussed.
The authors have said that one of the main limitations of the study is the fact that the nasopharyngeal data could be subject to natural variations in carriage, which could skew the data. However, all studies on nasopharyngeal carriage would be subject to this issue, and this is therefore not a limitation of this study specifically.
The description of the study groups and objectives in the abstract is quite awkward; these are complicated but some rewording here would be appropriate.
There could also be a bit more precision in the language, e.g. line 31 page 7: 'Both have been shown to be non-inferior to PCV-7'….on what measures? Likewise describing the second primary objective as 'How do the responses to vaccination with PCV10 or PCV13 compare' is too vague. Is this referring to immune responses, (presumably serotype specific IgG as measured by ELISA), or reactogenicity? The endpoints on page 11 make clear that this is referring to the immune response…but it is unusual to have so many endpoints -GMCs, % > 0.35, OPA and memory B cells. Which is the primary endpoint?
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GENERAL COMMENTS
This is a protocol submission describing a randomized trial to evaluate the immune response to various dosing schedules of two PCV products administered to Vietnamese infants and young children. The investigators have described the trial following the Standard Protocol Items: Recommendations for Interventional Trials (SPIRIT) 2013 recommendations.
The investigators have provided sufficient detail in this protocol description to give readers a clear picture of what the trial will entail and the nature of the results that will likely be forthcoming. They very closely followed the format and addressed the content of SPIRIT recommendations. Below are the few items that were included in the SPIRIT recommendations that were not addressed by the authors, or that needed more detail, as well as some suggestions/observations regarding the proposed methods.
1. Please consider changing the control group label "No intervention F'', to "Experimental F" since a non-standard dose of PCV at age 18m is being evaluated in these children in one of the secondary analyses in comparison to a group of children who have not (yet) been vaccinated (Control group G). b. The same recent systematic review compared 2-dose vs 3-dose primary schedules and while it was slightly more comprehensive (10 head to head RCTs) than what is described, the results were similar wrt antibody concentrations above the correlate of protection (i.e., little difference between schedules in the proportion of subjects with antibody concentrations above the correlate of protection except serotypes 6A and 6B). But it should be mentioned that the 2-dose primary schedule elicits lower post-primary GMC than 3-dose primary schedule for most vaccine serotypes and post-dose 3 GMCs are higher for infants receiving a 2+1 schedule than those receiving a 3+0 schedule for most serotypes. 4. Item 11:
a. There is some lack of clarity re: whether or not the co-administered vaccines (measles and Infanrixhexa) are being administered as per the routine EPI schedule for these children or whether one or more doses is being added. The protocol states that "the Vietnam Ministry of Health (MOH) does not permit the co-administration of measles vaccine and Infanrix-hexa vaccine, which was scheduled at 9 months of age in Arms C and E. An additional visit at 9.5 months of age was added for these groups, for receipt of PCV and Infanrix-hexa." "Participants allocated to one of the 2+1 vaccination schedules (Arms C and E) receive measles at 9 months of age and receive PCV and Infanrix-hexa two weeks later." This implies these children do not routinely receive these two vaccines at 9 months and therefore this study is deviating from routine care in that regard. If so, this should be made more clear in the proposal what is different for the children enrolled in this study vs. for children who do not enroll. If there is a difference, this should also be made clear in the consent form. b. There is also some lack of clarity re: which concomitant vaccines will be given at 9 months to Group A (3+1 PCV) and how and why this differs from Groups C and E (2+1 PCV). In Groups C and E the 9-month Infanrix-hexa immunization is being moved to 9.5m and given with PCV at 9.5m. So if PCV is being given to group A at 9 m and not 9.5m, then does this mean that Infanrix-hexa alone is being given at 9.5m since as mentioned above "the Vietnam MOH does not permit the coadministration of measles vaccine and Infanrixhexa vaccine"? Or perhaps this is an error and PCV (and Infanrix-hexa) should also be a 9.5m for Group A? c. Specify the timing (ages) of the 4 Infantrix-hexa doses and specify whether this schedule is the same or different from the national EPI schedule being administered to children from the study area. 5. Item 12 (Secondary immunogenicity outcome measures):
Are both pre-PCV blood draws at 18m and 19m necessary in children in Group G (who get 1 dose of PCV at 24m)? It seems only one '18m' pre-PCV blood is needed, unless inter-subject heterogeneity needs to be assessed in unimmunized children, but that was not described in the proposal. Please justify the collection of these two pre-PCV blood draws. 6. Item 13 (timeline):
a. please add the concomitant vaccines being administered as part of the study to the timeline (the 4 Infantrix-hexa doses, measles and measlesrubella) b. There are two blood draws in each group for which "each participant provides only one of these blood samples". Please describe the assignment process wrt when and how assigned, e.g., is this part of the randomization assignment at the time of enrollment? 7. Item 14 (sample size):
a. Only tests with 1-sided type I error are described. Please justify why the product comparison is not a test with a 2-sided type I error. b. Why is carriage assessed as a difference while immunogenicity is assessed as non-inferiority? c. The difference in carriage between groups appears to have the same relative risk (0.6), regardless of which two groups are being compared. I think this likely overestimates the effect size for the 3+1 vs 3+0 schedule comparison (Groups A vs B), and therefore overstates the power to detect a difference for this comparison. Please justify this assumption. 8. Item 15 (recruitment): this section is supposed to describe "Strategies for achieving adequate participant enrolment to reach target sample size". Please describe elements that convey confidence in the ability of the trial to meet the sample size, such as expected recruitment rates based on previous similar studies, duration of the recruitment period and whether this could be extended if necessary, plans to monitor recruitment during the trial, and any financial or non-financial incentives provided to participants for enrolment/retention. Details for this particular trial that would be informative include describing how the link with parents will be maintained between the time of first contact at the child's birth until 2 months of age when they are approached for consent to ensure they do not previously receive EPI vaccines that would make them ineligible, and how and where they will be approached at 2m of age for enrollment procedures. 9. Item 18: Are the CRFs available for public viewing and if so where? 10. Item 20c (Definition of analysis population relating to protocol non-adherence): the protocol states that the [primary] analysis will be intent-to-treat, which biases findings towards similarity (i.e., non-inferiority) if there is incomplete immunization in the group assigned to more doses. And since the primary analysis is a non-inferiority analysis, this seems like a decision that has the potential to bias the results towards that finding. A more conservative approach seems to me to be a per-protocol analysis where the biological performance of 2 doses vs 3 doses could be compared, rather than the 'programmatic' evaluation of 2 doses being similar to 3 doses because kids fail to show for the 3 rd dose. Please justify the choice for an ITT analysis over PP for the non-inferiority analyses and for all of the biological (lab-based) endpoints even if evaluating a difference instead of non-inferiority, given that the failure to show for a vaccination is unlikely to be associated with the immune response (i.e., the PP analysis is not likely to be biased). 11. Appendix 1 (Control information sheet): It says "Three blood tests will be taken… The blood tests are to check the response to the vaccines". However, in this group PCV is given at the time of the last blood draw and therefore will not be used to evaluate the response to PCV and there is no mention of testing responses to Infanrix-hexa, Measles or Rubella. Please justify the inclusion of this sentence in this consent form.
Other minor items:
12. Abstract: a. suggest changing "one of six PCV schedules" to "one of six PCV infant schedules" since response to PCV at 18m in Control Group F is being evaluated by comparing to no vaccine (Group G). b. suggest changing "unvaccinated controls that receive PCV10 and 18 and 24 months" (since that sounds contradictory) to "controls that receive PCV10 and 18 and 24 months" c. add as secondary outcome measures, response to serotypes that are in PCV13 but not PCV10. 13. Background:
a. "Three PCV schedules are currently in routine use around the world" -since a change from 2+1 to 1+1 is now being implemented in the UK (i.e., a 4 th schedule), please consider a suggestion to clarify this sentence to reflect that there are 3 schedules used for introduction of PCV to distinguish from maintenance schedules that have fewer doses. b. The WHO currently recommends that the booster dose be given between the age of 9 and 15 months (http://www.who.int/ith/vaccines/pneumococcal/en/). Therefore, providing additional clarity would be useful regarding the statement "In developing countries, a 2+1 schedule with an earlier booster dose may be advantageous. This modified schedule … could enable the booster dose to coincide with measles vaccination." Perhaps you mean "… with the earliest recommended booster dose (i.e., at 9 months rather than at the commonly administered 12 or 15 months)". c. There is a more up-to-date and more relevant (i.e., evaluating PCV13) publication regarding the data of a single dose following a booster compared to 2+1 to add to the current text ("a booster dose of the 23-valent pneumococcal polysaccharide vaccine at 12 months of age was more immunogenic following a single dose primary series of PCV7 compared with a two or three dose primary series"), but the findings were similar: p10, para 1: Please provide literature references to the trials mentioned in the last two sentences (POET, COMPAS, trials in Kenya, Finland, the Netherlands, Czech Republic). p10:
The second paragraph and the first paragraph of section 6b could be moved to section 8 -Trial Design. There, also the coadministration of Infanrix hexa® should be mentioned. p11:
In the last sentence, "immunogenicity of the co-administered vaccines" is mentioned as a primary (!?) objective, but I couldn't find any information on how it will be assessed -should be mentioned in the Methods section. p12:
I am surprised to read that "the primary objective is to compare a PCV13 schedule at 2, 4 and 9 months of age with a PCV10 schedule at 2, 3, 4 and 9 months of age." If you find differences in immunogenicity between these two trial arms, how will you disentangle whether they are due to the different vaccines (PCV13 vs. PCV10) or due to the different schedules (2+1 vs. 3+1)? Why did you not choose the comparison of a 2+1 schedule with PCV13 vs. PCV10 as the PRIMARY objective? p14/15: In section 11, there is no sub-section marked as '11a' -the first one is '11b'. p19:
Last paragraph: The statistical power to detect differences in carriage rates is rather low. Will all trial participants be included in the NP sampling? p20:
Recruitment: As recruitment is probably completed already, could you indicate the period of recruitment (and also the expected time line for follow-up and data analysis)? p23, para 1:
Why did you choose the ITT population as your primary analysis? Since the objective is to compare different vaccination schedules, it would seem more plausible to me to base the PRIMARY statistical analysis on the per-protocol population.
VERSION 1 -AUTHOR RESPONSE
Reviewer 1 Comment 1. The study looks extensively at different schedules of PCV10, but only one of PCV13, and the reasons for this are not fully addressed. Response: We used only one vaccine to evaluate the different vaccination schedules, as this permitted the inclusion of more schedules within the sample size/funding constraints. PCV10 was selected for practical reasons, in that the doses of PCV10 were donated whereas the doses of PCV13 had to be purchased at market price. A 2+1 PCV13 schedule was chosen for the head-to-head comparison with PCV10 as this was considered the most likely schedule to be introduced into Vietnam and other countries in the region. Comment 2. The authors will be aware that the UK JCVI has recently announced that it will be recommending a switch to a 3, 12 month schedule for PCV13 based on the results of the Sched 3 study...it would be appropriate to reference these in this publication. Response: Reference to the UK study comparing 1+1 and 2+1 schedules has been added to the Background and rationale (page 7) Comment 3. It is notable that study participants were only recruited from areas within Ho Chi Minh City, and not in any regional areas...this is a potential weakness of the study design that could be discussed. Response: We agree that findings may vary by epidemiological setting. However, for a Phase II study with laboratory-based endpoints, it was not practical to conduct this trial in rural areas.
Comment 4. The authors have said that one of the main limitations of the study is the fact that the nasopharyngeal data could be subject to natural variations in carriage, which could skew the data. However, all studies on nasopharyngeal carriage would be subject to this issue, and this is therefore not a limitation of this study specifically. Response: The limitation in relation to potential variations in carriage is not so much about skewing the data, but that the study will have low power for the carriage endpoints if carriage rates are lower than anticipated. The bullet point for this limitation has been modified to clarify.
Comment 5. The description of the study groups and objectives in the abstract is quite awkward; these are complicated but some rewording here would be appropriate. Response: The Abstract has been re-worded to improve readability. Comment 6. There could also be a bit more precision in the language... Response: The language has been modified to improve the precision as requested (in the Background and rationale on page 6 and in the Objectives on pages 9-10). Please note that the primary endpoint is also specified immediately after the two study questions are first mentioned on page 9.
Reviewer 2 Comment 1. Please consider changing the control group label "No intervention F'', to "Experimental F" Response: The labels "No intervention F" and "No intervention G" have been changed to "Control F" and "Control G", in line with the rest of the manuscript. Comment 2. OPA analyses: the proposed analyses (% indices ≥8 and GMTs) are standard OPA analyses and will facilitate comparison to results of other trials, but may not be biologically meaningful...additional analyses that describe the distribution may be more informative to answer the research questions, such as comparing the highest value that 80% of the subjects have achieved. Response: We will use the standard analyses as the main outcome, as these were pre-specified in the protocol and will facilitate comparison with other studies. However, we are aware of alternative approaches for describing OPA results, and will explore these (for example, reverse cumulative distribution plots) as additional post-hoc analyses alongside the standard analyses. (i, ii, v and vi) or describe post-booster rather than post-primary series immunogenicity (iii and iv), therefore the sentence "there have been no published studies to date directly comparing [PCV10 and PCV13] post-primary series immunogenicity or impact on NP carriage" remains true. Similarly, the results of the PRIME systematic review and meta-analyses are not yet available in the primary literature.
Comment 4. a) There is some lack of clarity re: whether or not the co-administered vaccines (measles and Infanrix-hexa) are being administered as per the routine EPI schedule for these children or whether one or more doses is being added... b) There is also some lack of clarity re: which concomitant vaccines will be given at 9 months to Group A (3+1 PCV) and how and why this differs from Groups C and E (2+1 PCV)... c) Specify the timing (ages) of the 4 Infanrix-hexa doses... Response: The provision of Infanrix-hexa in the study has been clarified as follows: additional detail has been added to the Revision chronology section (page 3); provision of Infanrix-hexa has been added to the Trial Design section (page 11); and the Relevant concomitant care section (page 14) has been modified. Comment 5. Are both pre-PCV blood draws at 18m and 19m necessary in children in Group G (who get 1 dose of PCV at 24m)? Response: The main reason for the 19m blood in Group G is to look at the response to the 18m dose of Infanrix-hexa, comparing children who received Infanrix-hexa and children who received Quinvaxem in infancy. This objective has been added as a new section: Additional objectives (page 11).
Comment 6. Timeline: a) please add the concomitant vaccines being administered as part of the study... b) There are two blood draws in each group for which "each participant provides only one of these blood samples". Please describe the assignment process wrt when and how assigned... Response: a) The concomitant vaccines have not been included in the Participant timeline so as to ensure that the table is clear to the reader (as these vaccines are given at different times in the different groups their inclusion would substantially increase the size of the table). However, the administration times for these vaccines have been added to the Relevant concomitant care section (page 14). b) Footnote 2 has been expanded to include detail of the assignment process for the timing of the blood samples.
Comment 7. Sample size: a) Only tests with 1-sided type I error are described. Please justify why the product comparison is not a test with a 2-sided type I error. b) Why is carriage assessed as a difference while immunogenicity is assessed as noninferiority? c) The difference in carriage between groups appears to have the same relative risk (0.6), regardless of which two groups are being compared... Please justify this assumption. Response: a) Tests with one-sided type I error are described where we are interested in a difference in only one direction -this is standard for non-inferiority comparisons (MJA 2009; 190(6):326-330) , and is also true for the main carriage outcomes, where we are looking specifically for a reduction in carriage (firstly comparing 'fully-vaccinated' children with controls, and secondly to look for a reduction in carriage with a booster dose). For other comparisons in this study, two-sided type I error is used. b) The primary outcome of immunogenicity was designed to assess non-inferiority, in line with what is used by regulatory authorities to demonstrate that new schedules are not inferior to approved schedules. These regulatory expectations are not as relevant for the carriage outcomes that do not form part of regulatory approval, so we used the standard approach of tests of difference. c) There was no local data available to suggest how a booster dose might affect the anticipated carriage rates; therefore we used the same assumptions for the power calculation for the 3+1 vs 3+0 comparison as for the 3+1 vs controls comparison. We recognise that the power for these secondary outcomes is relatively low, and this is identified as a limitation of the study. Comment 8. Recruitment: this section is supposed to describe "Strategies for achieving adequate participant enrolment to reach target sample size". Please describe elements that convey confidence in the ability of the trial to meet the sample size... Response: More detail has been added to the Recruitment section (page 19) to better show the ability of the trial to meet the sample size.
Comment 9. Are the CRFs available for public viewing and if so where? Response: The CRFs are not available for public viewing.
Comment 10. Definition of analysis population relating to protocol non-adherence: the protocol states that the [primary] analysis will be intent-to-treat, which biases findings towards similarity (i.e., noninferiority)... Please justify the choice for an ITT analysis over PP... Response: We have planned to do both ITT and per-protocol analyses, and to present the results for both. We thank you for pointing out that the per-protocol analysis should be considered as the primary analysis, and the Populations of analysis section (page 22) has been modified accordingly (this detail was not part of the protocol submitted to the ethics committees).
Comment 11. Appendix 1 (Control information sheet): It says "Three blood tests will be taken… The blood tests are to check the response to the vaccines". However, in this group PCV is given at the time of the last blood draw and therefore will not be used to evaluate the response to PCV and there is no mention of testing responses to Infanrix-hexa, Measles or Rubella. Please justify the inclusion of this sentence in this consent form. Response: The blood tests in Control Group G are used to test the responses to Infanrix-hexa (this has been added to the Objectives section on page 11) and for comparison with Group F responses to PCV10.
Other minor items:
Comment 12. Abstract: a) suggest changing "one of six PCV schedules" to "one of six PCV infant schedules"... b) suggest changing "unvaccinated controls that receive PCV10 and 18 and 24 months" (since that sounds contradictory) to "controls that receive PCV10 and 18 and 24 months" c) add as secondary outcome measures, response to serotypes that are in PCV13 but not PCV10. Response: a) and b) changes made (page 2); c) the description of secondary outcome measures has been removed to improve the clarity of the Abstract (see Reviewer 1, comment 5).
Comment 13. Background: a) "Three PCV schedules are currently in routine use around the world"... clarify this sentence to reflect that there are 3 schedules used for introduction of PCV to distinguish from maintenance schedules that have fewer doses. b) ... providing additional clarity would be useful regarding the statement "In developing countries, a 2+1 schedule with an earlier booster dose may be advantageous"... c) There is a more up-to-date and more relevant publication regarding the data of a single dose following a booster compared to 2+1 to add to the current text... d) The background states "Little is known about the effect of different PCV schedules on carriage"...; however, a recent systematic review... found no compelling evidence that one schedule consistently performed better over the other. Response: a) b) and c) changes made (pages 6, 7 and 7, respectively); d) "Little is known about..." changed to "There have been few trials that evaluate..." to improve clarity. As noted in point 3, the results of the PRIME review are not yet available in the primary literature. Comment 14. Trial registration -data set: a) provide phone number and mailing address of the contact person; b) provide title of the contact of scientific queries; c) Suggest changing the health condition studied from "pneumococcal vaccination" to "immune response to pneumococcal Comment 2. The second paragraph and the first paragraph of section 6b could be moved to section 8 -Trial Design. There, also the co-administration of Infanrix hexa® should be mentioned. Response: Details of the vaccination schedules and the co-administration of Infanrix-hexa have been added to the Trial Design section (page 11) Comment 3. In the last sentence, "immunogenicity of the co-administered vaccines" is mentioned as a primary (!?) objective, but I couldn't find any information on how it will be assessed -should be mentioned in the Methods section. Response: Immunogenicity of the co-administered vaccines has been removed from these objectives. However, this is an additional objective for Arm G (see addition on page 11), and has therefore been added to the methods (Immunogenicity of Infanrix-hexa on page 16) and to the end of Appendix 2.
Comment 4. I am surprised to read that "the primary objective is to compare a PCV13 schedule at 2, 4 and 9 months of age with a PCV10 schedule at 2, 3, 4 and 9 months of age." If you find differences in immunogenicity between these two trial arms, how will you disentangle whether they are due to the different vaccines (PCV13 vs. PCV10) or due to the different schedules (2+1 vs. 3+1)? Why did you not choose the comparison of a 2+1 schedule with PCV13 vs. PCV10 as the PRIMARY objective? Response: At the time of designing the trial, 2+1 was not a recommended schedule for PCV10. The 3+1 schedule was therefore selected as the comparator for the primary endpoint, with the 2+1 vs 2+1 comparison noted as a key secondary objective. The results of both these comparisons will be reported alongside each other, and used to help interpret any differences that might be found between the 2+1 PCV13 and 3+1 PCV10 arms.
Comment 5. In section 11, there is no sub-section marked as '11a' -the first one is '11b'. Response: The numbering of the headings has been removed in the revised version (the detail of the numbering is included in the SPIRIT checklist), but the first three paragraphs in the Interventions section (page 13) are section 11a. Comment 6. The statistical power to detect differences in carriage rates is rather low. Will all trial participants be included in the NP sampling? Response: Yes, all trial participants are included in the NP sampling. We recognise that the power for the carriage outcomes is rather low, and highlight the resulting vulnerability of these outcomes to fluctuations in carriage rates in the Limitations section on page 2. However, due to funding restrictions we were unable to increase the sample size for these secondary endpoints. Comment 7. Recruitment: As recruitment is probably completed already, could you indicate the period of recruitment (and also the expected time line for follow-up and data analysis)? Response: The number of enrolled participants and the periods of enrolment have been added to the Trial registration -data set on page 4. 
GENERAL COMMENTS
Comments on Author's Response to Reviewer #1 I thank the authors for their sincere efforts in responding to the many comments that were made. They have addressed most of the issues and so listed here are just a few remaining points for clarification. I have specified when a response is desired.
Re: comment 6b: This is still unclear. For example, the row for Group A has a footnote '2' for the 2m and the 18m blood draw and the footnote says 'each participant provides only one of these blood samples". Therefore, I assume one child has a 2m blood draw but not an 18m blood draw and another child vice versa. The added clarification 'the last 50 participants per group enrolled into Groups A-E provide this blood sample at 18 months' explains who gets the 18m blood draw but not who gets the 2m blood draw. (Note that for Groups B & D the other blood draw is at 9m, for Group C it is at 6m, Group E 3m). Please clarify further in the footnote.
Re: comment 7a: I interpret the response to mean that the product comparisons will be a 2-sided comparison. If my interpretation is incorrect, please make a correction; otherwise no further response is required.
Re: comment 7b: (no response required) Note that whether or not to conduct a non-inferiority test depends on the question/hypothesis of interest, not whether or not the analysis is for an outcome that has been used as a basis for licensure or not. In this situation, a 1-sided null hypothesis could be that 3 doses is better than 2 doses and the alternative hypothesis is that 2 doses is not worse than 3 doses; while a 2-sided null hypothesis is that 2 doses = 3 doses and the alternative is that they are not equal. If the goal is to demonstrate "not worse than", then a 1-sided test is desired. This is because not finding a difference with a 2-sided test (e.g., p>.05) does not mean they are similar.
Re: Comment 8: reaching the target sample size requires not just enrollment but also high completion rates (i.e., all immunization and blood draws collected in a timely manner). Please describe what will be done to ensure there are few missed/late immunization and blood draw visits.
Re: comment 14C: I suggest changing the health condition from "pneumococcal vaccination" to "immunogenicity and NP carriage response to pneumococcal vaccination". This is because 'vaccination' is not a health condition, it is an intervention. Health conditions pertain to the health state of the child, such as 'sick', 'immune', 'colonized', 'died', 'recovered' etc.
Re: comment 18: The protocol states that "further details of the planned statistical methods are found in the Statistical Analysis Plan, located on a secure server at MCRI". "Further details are found…" implies that we can find them. However, we do not have access to the server, obviously. So this sentence is confusing. If we have permission to see them, please include them in the appendix. If not, please clarify what is possible, such as 'which can be provided upon request" or some such statement. Otherwise perhaps delete this sentence.
VERSION 2 -AUTHOR RESPONSE
We thank the reviewers for considering the revisions made to the manuscript following the first round of comments. We note with thanks that the comments and concerns from Reviewer 1 and Reviewer 3 have been adequately addressed, with no further changes required. Please find below a point-bypoint response to the remaining comments from Reviewer 2.
